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Design of the D1κζ construct for NMR studies. The construct used for this study was optimized for NMR studies. It is a minimal three-way junction RNA containing a 11nt tetraloop receptor, a GAAA and a UUCG tetraloops. Different RNA molecules were prepared (Figures S1 and S2) and tested by NMR ( Figure S3 to S5) to chose the optimal construct. Figure S1 ). The peaks are well dispersed, but neither a GAAA nor a UUCG classical fingerprint is observed. An in depth analysis of spectra recorded at different experimental conditions as well as the secondary structure prediction based on thermodynamic data confirmed that this construct adopts a hairpin secondary structure, without three-way junction ( Figure S2 ). Figure S3b refers to the construct D1-45-gaga ( Figure S1 ). This construct presents a GAGA tetraloop at the A218-U374 site ( Figure 1 Figure S1 ). These two constructs differ from the previous as the 5'-end is located at the A218-U374 base pair ( Figure 1 in the text). In the case of D1-43, there is no distinct NOE that can be attributed to the 5'-terminal nucleotide as is observed in a stable helix end (1) . This suggests that the first three base-pairs are not stable. Moreover, the GAAA tetraloop seems not to be present. On the other hand, when the starting helix is elongated, as it is in D1-47, the starting point is visible, as well as some peaks belonging to the GAAA tetraloop moiety. The sequential walk is interrupted at several points and the poor peak dispersion makes any attribution difficult. In Figure S4 the sequential walk region of the [ 
